VERIFICATION OF TRANSLATION 



RE: INTERNATIONAL APPLICATION NO. PCT/EP 0 0/092 41 



I, Dr. STEFAN MULLER- BECKER, Dipl . -Chemiker , technical translator 
of the firm of 

VON KREISLER SELTING WERNER et aL, Patent Attorneys, 

Deichmannhaus am Dom, D- 50667 Cologne, 
am the translator of Patent Application No. PCT/EP 00/09241 
and I state that the following is a true translation to the best 
of my knowledge and belief of European Application 99 118 630. 

Signed this fourth day of February 2005 



Signature of translator: 




(Stefan Muller-Becker ) 



SMB 



Peptides Against Auto-Antibodies Causing PCM 

The present invention relates to peptides against auto-antibodies causing DCM, 
medicaments containing such peptides, the use of the peptides, methods for the 
treatment of diseases related to Pi-adrenergically active auto-antibodies, and a 
device for immunoadsorption containing the peptides bound to a solid phase. 

The immune system is an essential component of all animal beings. In mammals, 
in particular, it serves for defense against microorganisms, tissue regeneration 
and destruction of tumor cells. In classical immunology, distinction is made 
between cellular and humoral immune defense. This means two distinguishable, 
but cooperating systems which ultimately represent the immune system. 

A number of diseases exist which, due to their pathogenesis, are considered 
auto-immune diseases. In such diseases, the immune system of the afflicted 
subjects is directed against their own organs, tissues, cells or proteins and other 
molecules. The predominantly cell-mediated auto-immune diseases include 
multiple sclerosis and diabetes (type I). 

A second group are the predominantly antibody-mediated auto-immune 
diseases. These include, for example, rheumatism, the less frequently occurring 
auto-immune diseases, such as myasthenia gravis or lupus erythematodes, and 
recently also dilatative cardiomyopathy (DCM). 

The pathogenesis of most auto-immune diseases is unknown. There are various 
hypotheses and models of how to explain the genesis of auto-immune diseases. 
One explaining model is antigenic/molecular mimicry. In this model, it is 
considered that microorganisms, e.g., viruses or parasites, provide themselves 
with particular molecules which are, for example, remarkably similar to or even 



in part identical with endogenous structures of the host and are therefore not 
recognized by the immune system of the host. 

However, when they are recognized as foreign and antibodies are produced 
against them, then such antibodies will also recognize similar endogenous 
structures, which results in activation of the immune system and complement 
system. This induces pathological reactions in situ in the tissue, for example, 
chronic inflammations, or a pathological dysfunction of the cells occurs to which 
the auto-antibodies have bound. 

Dilatative cardiomyopathy can be considered a prominent example thereof. In 
this auto-immune disease, the organisms erroneously forms antibodies which 
bind to defined regions of pi-adrenergic receptor. These regions are on the first 
and second loops of a total of three extracellular loops of Pi-adrenergic receptor. 

Such auto-antibodies which are capable to bind to these regions cause an 
increase of the pulsation rate in biological tests with rat cardiomyocytes in a cell 
culture (these cells have a nearly identical pi-adrenergic receptor on their 
surface). This is referred to as a pharmaco-active effect of the auto-antibodies 
similar to that of adrenalin. The auto-antibodies directed against the epitopes on 
loops 1 and 2 of the pi-adrenergic receptor are mainly observed in patients 
suffering from DCM. Occasionally, such auto-antibodies are also observed in 
patients having cardiac dysrhythmia and myocarditis. 

Dilatative cardiomyopathy is an auto-immune disease which, when not treated, 
results in a severe deterioration of the cardiac output, i.e., reduction of the 
pumping output with simultaneous expansion of the myocardiac tissue by 
infiltrates, and then in heart transplantation or death. 

However, if the antibodies are removed from the patient's blood by lavage of the 
blood, regeneration of the heart muscle and a dramatic improvement of the 
myocardiac output, which almost reaches the values of healthy people, occur 
within one year. 

In patients with DCM, an immunoglobulin fraction which contains the specific 
auto-antibodies binding to p x -adrenergic receptor and thereby activate the cell 



can be isolated from the plasma. When peptides of px-adrenergic receptor which 
represent the binding site for the auto-antibodies are added to a cell culture of 
rat cardiomyocytes, the pathological effect of the immunoglobulin fraction can be 
neutralized. 

If the same peptides which correspond to the native sequences are coupled to a 
solid phase, they are no longer capable of binding and eliminating the auto- 
antibodies described from a patient's blood plasma. This means that the peptides 
which correspond to the native sequence of Pi-adrenergic receptor and represent 
binding sites for the pathological auto-antibodies described cannot be used for 
immuno-adsorption. 

It has been the object of the invention to provide peptides which recognize, bind 
and eliminate pathological auto-antibodies directed against functional epitopes in 
the blood or plasma of patients having a positive antibody state or DCM, wherein 
the peptides, in addition to the epitopes which respectively neutralize the 
antibody effect, simultaneously contain amino acid sequences which enable 
binding of the pathological antibodies. 

Surprisingly, this object is achieved by peptides having the amino acid sequence 

X01-X02-X03-G-X04-X05-X06-X07-X08-X09-W-X10-X11-X12 
wherein 

X01 = amino group, acetyl group, biotin group, fluorescent label, spacer, linker 
or deletion; 

X02 = D,G,E,T, S or deletion; 

X03 = W,Y,F,G,T; 

X04 = T,S,A,G; 

X05 = V,I,W,F,Y; 

X06 = L,F,Y,W; 

X07 = S,A,C; 

X08 = G,D,E,N,Q; 

X09 = F,L,I,Y; 



X10 = E,Q,T,S,L; 

XI 1 = Y,F,T,S,W; 

X12 = amide, GKK, or a spacer; 

and peptides having the amino acid sequence 

X01-X02-W-X03-R-X04-X05-X06-X07-X08-E-A-R-X09-X10-X11-X12-X13-X14- 
X15-X16-X17 

wherein 

X01 = amino group, amino acid, peptide, acetyl group, biotin group, fluorescent 
label, spacer, linker or deletion; 



V/ /"> 

X02 




H, E, Q; 


X03 




l_l C \S \ A/ • 

H, F, Y, W; 


X04 




A, V; 


X05 




G, T, E, S, D, N; 


X06 




S, H, A; 


X07 




D, N ,Q, E; 


X08 




G, A, or a deletion; 


X09 




D, N, R; 


X10 




S, T, C, M; 


Xll 




H, F, W, Y; 


X12 




A, D, N, S; 


X13 




D, N; 


X14 




E, P; 


X15 




R, K, T; 


X16 




S, T, C, M or a deletion; 


X17 




amide, GKK, SGKK or a spacer. 



In particular, peptides according to the invention having the following 
amino acid sequence are employed: 



Ac-D WGTLV SGFWE Y amide, (Seq ID No. 1) 

Ac-D WGTLF SDFWQ TGKK amide, (Seq ID No. 2) 

Ac-H WYRAT SDGEA RRSYA DPTSG KK-amide (Seq ID No. 3) 

The peptides according to the invention are bound, in particular, by antibodies of 
patients suffering from dilatative cardiomyopathy. 

As a linker according to the invention, all structures may be used which are 
available for that purpose unless adversely affecting the binding behavior of the 
peptides towards the antibodies. Usually, a linker is a chemical compound which 
provides at least one linking site (functional group) on a polymeric matrix which 
is otherwise free of functions. 

The linking site serves for coupling a ligand or a spacer and matches the 
chemical properties of the ligand or spacer. Such a link is stable or cleavable 
depending on the type of linker molecule. 

A ligand is usually a compound having some special property. According to the 
invention, the ligand is preferably a peptide which is capable of specifically 
binding an auto-antibody which has an adrenergic activity and is directed against 
the Px-adrenergic receptor of the heart muscle. 

According to the invention, the following linkers are preferably employed: 

a-aminocarboxylic acids and their homo- and heterooligomers, a,co-amino- 
carboxylic acids and their branched homo- or heterooligomers, other amino acids 
and their linear and branched homo- or heterooligomers (peptides); amino- 
oligoalkoxy-alkylamines; maleinimidocarboxylic acid derivatives; oligomers of 
alkylamines; 4-alkylphenyl derivatives; 4-oligoalkoxyphenyl or 4-oligoalkoxy- 
phenoxy derivatives; 4-oligoalkyImercaptophenyl or 4-oligoalkylmercaptophen- 
oxy derivatives; 4-oligoalkylaminophenyI or 4-oligoalkylaminophenoxy 
derivatives; (oligoalkylbenzyl)phenyl or (4-oligoalkylbenzyl)phenoxy derivatives, 
and (4-oligoalkoxybenzyl)phenyl or (4-oligoalkoxybenzyl)phenoxy derivatives; 
trityl derivatives; benzyloxyaryl or benzyloxyalkyl derivatives; xanthene-3- 



yloxyalkyl derivatives; (4-alkylphenyl) or co-(4-alkylphenoxy)alkanoic acid 
derivatives; oiigoalkylphenoxyalkyl or oligoalkoxyphenoxyalkyl derivatives; 
carbamate derivatives; amines; trialkylsilyl or dialkylalkoxysilyl derivatives; alkyl 
or aryl derivatives, and combinations thereof. 

In particular, the peptides according to the invention are bound to a solid phase 
for use. Preferably, the binding of the peptides to the solid phase is effected 
through a spacer. As the spacer, there may be used virtually all chemical 
compounds or groups suitable for such a function unless adversely affecting the 
binding behavior to such an extent that binding of the antibody with the peptide 
is prevented or substantially impaired. 

A spacer is usually a compound which is inserted between a ligand and a linker if 
necessary and serves for positioning the ligand at a distance and in a spatial 
position appropriate for the binding of the auto-antibody. Spacers are molecules 
having at least two chemically active groups (functional groups), of which one 
group binds to the linker molecule, and at least one second functional group 
mediates binding to a ligand. By selecting the spacer, an increase of flexibility 
and an improvement of accessibility as well as an oriented arrangement of the 
ligands and increase of ligand density on the surface can be achieved depending 
on requirements. 

Spacers include, for example, co-aminocarboxylic acids and their homo- and 
heterooligomers, a,araminocarboxylic acids and their branched homo- or hetero- 
oligomers, other aminocarboxylic acids and their linear and branched homo- or 
heterooligomers, maleinimidocarboxylic acid derivatives, hydroxycarboxylic acid 
derivatives, dicarboxylic acid derivatives, diamine derivatives dihydroxyalkyl 
derivatives, and hydroxyalkylamine derivatives. Preferably, mono- or dioligomers 
of p-alanine or co-aminohexanoic acid and branched mono- or dioligomers of 
lysine or ornithine are used. The technology by means of which peptides can be 
anchored to solid phases is per se known to the skilled person. 

In another embodiment of the invention, the peptides according to the invention 
are employed as medicaments. 



In this concept, peptides are particularly altered (e.g. by cyclization) so that they 
cannot be destroyed by serum proteases and will bind antibodies in solutions. In 
this way, in-vivo neutralization of the antibodies can take place by intravenously 
administering the correspondingly processed peptides. The peptides are to be 
considered as medicaments herein. Their development is directly derived from 
the peptides binding the antibodies, which are fixed to a column matrix. 

The amount of peptides to be administered depends on their molecular weight 
(i.e., their size) and on the concentration of auto-antibodies which can be 
reached in the blood stream and other compartments. According to what is 
known today, the amounts of auto-antibodies are within the pg and ng ranges. A 
quantity of between 1 and 5 [jg of peptide should be sufficient for binding the 
antibodies present and pass them to elimination as an immune complex in 
accordance with the natural clearance mechanisms. Subsequently, the dosages 
can be lower since only the newly produced antibodies must be eliminated. 

In principle, other dosage forms may be suitable in this case too. When the 
corresponding galenic methods are used, absorption in the intestine of peptides 
binding pt-adrenergic antibodies should be achievable. In this case, the dosages 
would preferably be higher by a factor of about 10 to 20. 

The peptides according to the invention can be employed for the preparation of a 
medicament for treatment of diseases related to Pi-adrenergicaily active auto- 
antibodies, especially dilatative cardiomyopathy, blood hypertension diseases, 
and a form of cardiomyopathy induced by Trypanosoma cruzL In addition to 
dilatative cardiomyopathy, a number of diseases exist which can be classified as 
auto-immune diseases and are subject to similar pathomechanisms. Also for pre- 
eclampsia and certain forms of malignant blood hypertension, auto-antibodies 
have been described which contribute to the hyperactivation of cells by 
stimulating their angiotensin receptor or ai receptor, and participate in the 
genesis of defined clinical pictures. The use of peptides for eliminating these 
specific auto-antibodies or for in-vivo neutralization of the auto-antibodies can be 
regarded by analogy with dilatative cardiomyopathy. 

According to the invention, a method is claimed for the treatment of diseases 
related to pi-adrenergically active auto-antibodies by removing the auto- 



antibodies using peptides bound to a solid phase. Advantageously, this may be 
effected with a device for chromatography according to the invention containing 
the peptides according to the invention bound to a solid phase. 

The peptides are fixed to a solid phase, e.g., sepharose, in a closed sterile 
container which usually has a volume of between 5 and 250 ml. In this sterile 
space, the patients 1 blood plasma, from which the cells have previously been 
removed by a medical engineering apparatus, flows over or through the 
adsorption matrix, i.e., the peptide-coated sepharose surface. This results in the 
binding of the pathological auto-antibodies to the peptides which simulate 
regions of the p x -adrenergic receptor. If suitable adsorption matrices are 
employed, the previous separation of the cells can be dispensed with. 

The remaining components of the blood plasma or blood including all necessary 
and useful immunoglobulins then leave the column and are recirculated into the 
patient's blood stream. This device for extracorporeal therapy is state of the art 
as far as the non-specific elimination of plasma proteins or immunoglobulin is 
concerned. 

The device according to the invention uses the peptides derived from the Pi- 
adrenergic receptor for removing the small but pathologically relevant auto- 
antibody fraction from the plasma. 

After a certain amount of blood plasma has flown through the device, the blood 
plasma stream can be switched over to a second column which is technically 
identical with the first, while the first column is being regenerated. That means, 
the loaded antibodies are separated from the peptide and discarded by using 
different rinsing and elution solutions, preferably physiological saline with and 
without additional buffering, for example, by phosphate, glycine or citrate, and a 
pH range of from pH 2 to pH 7.5. Subsequently, the thus regenerated column is 
again available for the binding and elimination of the pathological auto-antibodies 
from the patient's blood plasma. This double column principle has proven useful 
and is always used when regeneration of the column is required. 

A second variant of the use of peptides for the elimination of pathological auto- 
antibodies includes the use of disposable columns. In these columns, the solid- 



phase matrix contains an amount of peptide sufficient that major portions of the 
auto-antibodies can be removed from the plasma in several hours of treatment. 
The advantage resides in the fact that the time-consuming and tedious 
regeneration of the adsorption matrix can be dispensed with. 

A third variant of the treatment of DCM patients by the elimination of 
pathological antibodies from the blood plasma includes the use of columns in 
which a previous separation of plasma and blood cells is not required due to the 
design of the columns. 

The use of columns requires technical devices which ensure a blood and plasma 
input and flow adequate for the treatment by using different flexible tubes, 
pumps, monitor screens and other monitoring systems. 



CLAIMS: 
1. A peptide having the amino acid sequence 

X01-X02-X03-G-X04-X05-X06-X07-X08-X09-W-X10-X11-X12 

wherein 

XOl = amino group, acetyl group, biotin group, fluorescent label, spacer, 
linker or deletion; 



X02 


= D,G,E,T, S or deletion; 


X03 


= W,Y,F,G,T; 


X04 


= T,S,A,G; 


X05 


= V,I,W,F,Y 


X06 


= L,F,Y,W; 


X07 


= SfAifCf 


X08 


= G,D,E,N,Q; 


X09 


= F,L,I,Y; 


X10 


= E,Q,T,S,L; 


Xll 


= Y,F,T,S,W; 


X12 


= amide, GKK, or a spacer; 



and peptides having the amino acid sequence 

X01-X02-W-X03-R-X04-X05-X06-X07-X08-E-A-R-X09-X10-X11-X12-X13- 
X14-X15-X16-X17 

wherein 

XOl = amino group, amino acid, peptide, acetyl group, biotin group, 
fluorescent label, spacer, linker or deletion; 

X02 = H, E, Q; 

X03 = H, F, Y, W; 



X04 




A, V; 


X05 


= 


G, T, E, S, D, N; 


X06 


= 


S, H, A; 


X07 


= 


D, N ,Q, E; 


X08 


= 


G, A, or a deletion; 


X09 


= 


D, N, R; 


X10 


= 


S, T, C, M; 


Xll 


= 


H, F, W, Y; 


X12 


= 


A, D, N, S; 


X13 


= 


D, N; 


X14 


— 


E, P; 


X15 




R, K, T; 


X16 




S, T, C, M or a deletion; 


X17 




amide, GKK, SGKK or a spacer. 



2. The peptides according to claim 1, characterized by being: 
Ac-D WGTLV SGFWE Y amide, 

Ac-D WGTLF SDFWQ TGKK amide, 

Ac-H WYRAT SDGEA RRSYA DPTSG KK-amide. 

3. The peptides according to claims 1 or 2, characterized by being bound by 
antibodies of patients suffering from dilatative cardiomyopathy. 

4. The peptides according to any of claims 1 to 3, characterized in that said 
linker is selected from the group consisting of: 

- a-aminocarboxylic acids and their homo- and heterooligomers; 

- a,a>-aminocarboxyIic acids and their branched homo- or heterooligomers; 



- other amino acids and their linear and branched homo- or 
heterooligomers (peptides); 

- amino-oligoalkoxy-alkylamines; 

- maleinimidocarboxylic acid derivatives; 

- oligomers of alkylamines; 

- 4-alkylpheny! derivatives; 

- 4-oligoalkoxyphenyl or 4-oligoalkoxyphenoxy derivatives; 

- 4-oligoalkylmercaptophenyl or 4-oligoalkylmercaptophenoxy derivatives; 

- 4-oligoalkylaminophenyl or 4-oligoalkylaminophenoxy derivatives; 

- (oligoalkylbenzyl)phenyl or (4-oligoalkylbenzyl)phenoxy derivatives, and 
(4~oligoalkoxybenzyl)phenyl or (4-oligoalkoxybenzyl)phenoxy derivatives; 

- trityl derivatives; 

- benzyloxyaryl or benzyloxyalkyl derivatives; 

- xanthene-3-yloxyalkyl derivatives; 

- (4-alkylphenyl) or co-(4-alkylphenoxy)alkanoic acid derivatives; 

- oligoalkylphenoxyalkyl or oligoalkoxyphenoxyalkyl derivatives; 

- carbamate derivatives; 

- amines; 

- trialkylsilyl or dialkylalkoxysilyl derivatives; 

- alkyl or aryl derivatives; 

- and combinations thereof. 

5. The peptides according to any of claims 1 to 4, characterized by being 
bound to a solid phase. 

6. The peptides according to any of claims 1 to 5, characterized by being 
bound to a solid phase through a spacer. 

7. A medicament containing the peptides according to any of claims 1 to 6. 

8. Use of the peptides according to any of claims 1 to 6 for the preparation of 
a medicament for treatment with diseases related to Pi-adrenergically 
active auto-antibodies, especially dilatative cardiomyopathy. 



A method for treating diseases related to Pi-adrenergically active auto- 
antibodies by removing the auto-antibodies by means of peptides 
according to claim 5 or 6 bound to a solid phase. 

A device for chromatography containing peptides according to claim 5 or 6 
bound to a solid phase. 



Abstract 



Peptides which bind auto-antibodies being in a causally pathological relationship 
with dilatative cardiomyopathy are described. The peptides may be bound, for 
example, to a solid phase. Auto-antibodies can be removed by treating blood of 
patients suffering from DCM with the peptides according to the invention. 



